OL-044 Molecular evolution of H9N2 influenza A viruses in Eastern China (1996 to 2008): implications for the origin of highly pathogenic H5N1 viruses
Pinghu Background: Highly pathogenic strains of avian influenza virus (AIV), which are influenza A viruses, cause severe disease in domestic poultry and humans. The objective of this study was to establish a fluorescent quantitative RT-PCR assay for detection of highly pathogenic avian influenza virus (AIV) subtype H5N1. Methods: The H5 and N1 subtype-specific probe sets were developed based on avian influenza virus sequences detected in China. Two pairs of primers and two fluorescent probes were strictly designed and optimized in a reaction system. According to the amount of plasmid RNA extracted from H5N1 strains, the standard curve DWQBGWDWQBGW of fluorescent quantitative PCR was drawn and all of the specimens were then tested by means of Real-time PCR. Results: The standard avian influenza A virus/H5N1 panel appeared positive (10/10, 100%), which demonstrated by virus isolation (VI). H9N2 and H3N2 were all negative (10/10, 100%); Newcastle disease virus (NDV), infectious bronchitis virus (IBV), infectious bursal disease virus (IBDV), egg drop syndrome virus (EDSV), and the blank control were all negative (10/10, 100%). 11 sick or dying chickens, which were diagnosed AIV, appeared positive (10/11, 90.9%); 65 staffs' throat swab samples also were collected who worked as sellers of chickens in the bird markets were all negative (0/65,0%). The assay was easy to carry out and highly reproducible. Conclusion: Fluorescent quantitative PCR, described here, provides a rapid, specific and sensitive method to detect not only the H5 but N1 genes as well, in particular, during outbreaks of H5N1 influenza A virus. 
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